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I. INHIBITION OF EGF BINDING ASSAY 

A. Objective : Compare 12 5 1-EGF binding in new (early passage) 
versus old (late passage) 1 BALB 3T3 cell cultures in an effort to 
establish the new cells for assay use. 

B. Results : EGF binding kinetics were evaluated in parallel using 
old andi new cells. Since the kinetic parameters andl the response 
to catechol and 2R1 CSC were comparable, the new culture will 
become the current cell culture utilized in the assay. A memo 
describing this standard procedure for evaluating new cultures is 
in progress. 

C. Plans : Examine and compare the binding kinetics of 3T3 cells in 
the presence of catechol and 2R1 CSC. 

D. Reference : Patskan, G. Notebook No. 8710; p. 143. 

II. GLUTATHIONE DEPLETION ASSAY (GDA) 

A. Objective : To determine if CDNB can be used as a control compound 
to examine the effect of 2R1 CSC induced reduction in GSH levels 
on TA98 mutagenic activity. 

B. Results : Two experiments were conducted to determine the effects 
of CDNB pretreatment on GSHi levels and S/M activity in TA98. At a 
dose of 100 flM.,. CDNB produced a 100% reduction in the levels of 
GSH. However, when tested using a dose range including 0.1, 1.0, 
10 fJM, CDNB had no effect on GSH levels. Pretreatment with' CDNB 
Had no effect on S/M activity in either experiment. 

C. Plans: Experiments will be conducted to examine the pretreatment 
effects of a dose range of CDNB of 10 to 100 )1M on GSH levels in 
TA98. In addition, an experiment will be conducted to determine 
the effects on S/M activity of the same dose range plated with 
TA98 cells. 

D. Reference : McCoy, W. R. Notebook No. 8355, pp. 183-187. 


III. NICOTINE SPECIFIC MONOCLONAL ANTIBODY 

A. Objective: To obtain a monoclonal antibody (MCA) against nicotine 
(NIC-MCA). 

B. Results : Following an immunization boost, another series of sera 
was collected and tested by the contract lab for reaction to the 
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antigen. Results from that analysis indicate an increase in titer 
for all mice. These samples are also being sent to PM for further 
analysis. 

C. Plans : Upon receipt of the preparation of enzyme labeled anti- 
mouse antibody, these samples will be tested here at PM'. In 
additiom, we are attempting to obtain additional quantities of the: 
reactive succinylated hydroxyethylnicotine to prepare additionally 
required antigens. 

D. Reference Davies, B., D. Notebook No. 8 638, p. 90. 




IV. BINDING OF 3 H-PDBU TO 3T3 CELLS 

A. Objective : Examine the effects of CSC and catechol oni the binding 
of 3 HHPDBU to 3T3 cells. 

B. Results : Three preincubation (19.5 hr.) experiments were 
performed using catechol at levels ranging from 0.5 fxg/ml to 5 
Jig/ml with and without 100 |ig/ml 2R1 CSC. Catechol alone and CSC: 
alone both increased! binding in a dose-dependent manner . At dbses 
of 0.5 and 1 Jig/ml, catechol had an additive effect with CSC. At 
higher doses, the combined effect was less than additive, and> the 
response to catechol appeared: to plateau. 

C. Plans:: Saturation curve experiments will be performed using 200 
jig/ml 2R1 CSC for preincubation and varying doses of 3 H-PDBU at 
time of binding. 

D. Reference : Burruss, T. J. Notebook No. 8730, p. 20:. 


V. PROTEIN KINASE C (PKC) IN INTACT CEILS 

A. Objective : To determine the dose response of 3T3 cells to fresh' 
2R1 CSC in the PKC intact cell assay. 

B. Results : Four dose response experiments were conducted using 
fresh 2R1 CSC at levels ranging from 50 fig/ml to 250 jig/ml. 
Experiments conducted according to standard protocol 1 showed 
inconsistent results on autoradiography. There was variability 
among triplicate samples as to which dose induced: maximal phos¬ 
phorylation increases. Two dose response experiments were 
conducted with a trichloroacetic acid (TCA) precipitation step 
incorporated prior to solubilization, and both experiments showed 
a qualitative dose response to fresh 2R1 CSC. The phosphorylation 
response to fresh 2R1 CSC was maximal at a dose of 2 0i0 Jig/ml. 

C. Plans : Test the dose response of 3T3 cells to frozen 2 r1 CSC. 

D. Reference : Nixon, G. M. Notebook No. 8711, p. 2:9. 
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VI. SAIjMONELLA/MICROSOME (S/Ml ASSAY 

A. Objective : To evaluate the effects of the addition of d-alanine 
to 1R4F filler using water as the solvent. 

B. Results : An experiment was conducted in which 0.5, 1.0 and 2.0% 
d-alanine dissolved in water was oversprayed onto 1R4F filler.. 

The S.A.s of the resulting IT CSCs were determined. The S.A.s of 
the 1R4F untreated control and the solvent control (water) were 
not statistically different from each other. All concentrations 
of d-alanine added to 1R4F filler increased the IT CSC 1 S.A.s as 
compared to that of 1R4F alone. However, only the 2% level of 
added d-alanine produced IT CSC S.A.s that were significantly 
higher than the solvent control. 

C. Plans : To test d-alanine at 446 and 892 ppm on 1R4F filler. 

D. Reference : Thompson, L.Hi. Notebook No. 8 628, p. 197. 
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